St. Vincent's University Hospital caters for approximately 300 patients in its adult CF centre. Over 70% of these patients are colonized with P. aeruginosa. Other organisms commonly isolated are: S. aureus, S. maltophilia and B. cepacia complex. These organisms can usually be identified by conventional methods such as API20NE. Some less common organisms can be more difficult to identify and are less likely to grow on media such as Maconky agar. In SVUH, we have recently begun to use 16S sequencing on difficult to identify NLFs. Method: In 2010, 24 isolates were identified by 16S sequencing. Results: See the table.
Respiratory infections remain a major threat to Cystic Fibrosis (CF) patients. The detection and correct identification of the bacteria responsible for these infections is critical for the therapeutic management of patients. The traditional methods of culture and phenotypic identification of bacteria lack both sensitivity and specificity because many bacteria can be missed and/or misidentified. To overcome this obstacle, a plethora of different molecular analyses have been set up in the last years.
The aim of this study was to set up a diagnostic method based on SNuPE (Single Nucleotide Primer Extension) for the detection of the main CF pulmonary pathogens, which has been recently used for the discrimination of bacteria belonging to different species. This technique allows the detection of the nucleotide located at any site of a DNA sequence. We focused our attention on 16S rRNA gene, which is the most commonly used marker of microbial diversity. A total of 2469 16S rDNA sequences, representative of 12 of the most common CF pathogens, were analyzed for the presence of both highly conserved and polymorphic regions. This analysis allowed to design a set of primers of different length for the SNuPE technique, specific for four pathogens: Pseudomonas aeruginosa, Staphylococcus aureus, Stenotrophomonas maltophilia and Burkholderia cepacia complex bacteria. These primers were used either in simplex or multiplex SNuPE reactions using the DNA of the four pathogens. Data obtained revealed that the SNuPE profiles allowed the easy identification of isolates belonging to the four species. The set up of the system directly on CF patients sputum is in progress.
